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Background Enteroviruses (EVs) have been linked to the pathogenesis of several diseases and 27 there is a collective need to develop improved methods for the detection of these viruses in tissue 28 samples.
29
Objectives This study evaluates the relative sensitivity of immunohistochemistry (IHC), 30 proteomics, in situ hybridization (ISH) and RT-PCR to detect one common EV, Coxsackievirus B1 31 (CVB1), in acutely infected human A549 cells in vitro.
32
Study design A549 cells were infected with CVB1 and diluted with uninfected A549 cells to 33 produce a limited dilution series in which the proportion of infected cells ranged from 10 -1 to 10 -8 .
34
Analyses were carried out by several laboratories using IHC with different anti-EV antibodies, ISH 
39
The sensitivity of IHC depended on the antibody used, and the most sensitive antibody (Dako clone 40 5D8/1) detected virus proteins at a dilution of 10 -6 , while ISH detected the virus at dilutions of 10 -4 .
41
Conclusions All methods were able to detect CVB1 in infected A549 cells. RT 
116
The tryptic peptides corresponding to 1.6 g of sample were injected and analyzed for each sample.
117
The samples were sequentially analyzed starting with the non-infected samples and the low CVB3. Deparaffinized sections were hybridized to probes followed by amplification by serial 147 application of amplifiers followed by peroxidase labels and detection with DAB. intensity of the staining with these antibodies varied to some extent, with the VP1 (10 -3 ) and VP3
191
(10 -4 ) antibodies giving the highest sensitivities which were comparable in both Tampere and
192
Exeter laboratories.
193
In situ hybridization (Fig. 4) . In the undiluted sample, almost all cells 
198
Comparison of the sensitivity results between the methodologies is summarized in Table 1 . All methods tested were able to detect CVB1 with good sensitivity. However, depending on the 258 method used, the detection limit varied and RT-PCR was found to be the most sensitive one.
259
The new LC/MRM/MS/MS technology demonstrated also high sensitivity, while its sensitivity t h e J D R F n P O D W o r k i n g G r o u p , a n d t h e s e r e s u l t s a r e g u i d i n g v i r u s a n a l y s e s of p a n c r e a s 310 specimens collected from T1D patients. 
